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FIG. 1 

Construction of the recA(+) and temperature sensitive shuttle vector 

1) Clone two small genomic fragments (> 500 bp each) into the building vector (pBV1) 
Sal, I RES r i La(g-P A ^ Sa | 



2) Transfer the recombination cassette into the Ts-RecA(+) shuttle vector (pSV1 .RecA) 
. Sal, , IR , E g;,La cZ-PA Sa | Tet(+) & Ts Origin 



II. Transformation of the shuttle vector into the E.Coli host strain of BACs and selection for 
co-integrates 

Shuttle ■ n * i Sal_ IR ES : LacZ-PA Sal Tet(+) & Ts Origin 



Not V Not 

bac ^i^^v^ Q B* Ch ' or • (+) 

i Select for Tet(+) and Chlor.(+) at 43°C; 

Co integrate j '^entity co-integrates by Southern blot analysis 

Not tet(+) Not 




IRES-LacZ-P A Sal &TsOriqin . S al . 

^■g&Wcl AVA tos&^KSh fBH fRecAH A/A' ^ B'l^-^d 



III. Resolution 



Original BAC 



1st 2nd 

Grow Co-integrates on Chlor.plates at 43°C 

Restreak and select for Chlor.(+) and 
Tet sensitivity (Fusaric Acid) at 37°C 

1st/" \ 2nd 

Select for correctly 
resolved BACs by 
colony hybridizations 

Not Not 
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FIG. 2A 

Map of the RU49 Genomic Locus within BAC1.69 
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FIG. 2B 

Map of the Modifified BAC 169 with an IRES-LacZ-PolyA Insertion 




IRES LacZ PolyA 
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